Gateway ® recombinational cloning eliminates the need for restriction enzymebased cloning strategies and enabled us to standardize the PCR cloning of the promoter and coding region for any gene of interest (G.O.I.). Similar to conventional cloning, large PCR products were harder to clone using Gateway, but the correct clone was always obtained. Using this system, we have successfully cloned promoter and coding regions up to 10 kb in length but have not tried anything longer ( Figure S1 ).
In a number of cases, we have cloned the promoter and coding region for a gene as a genomic DNA-cDNA hybrid, including intron sequences for mRNA stability. In such cases, the promoter and part of the coding region, including the first four or five introns, were PCR amplified from genomic DNA. The remaining coding exons were amplified from cDNA with a region of sequence overlap with the genomic PCR fragment. Using PCR, the two products were then combined to generate a genomic DNA-cDNA hybrid by virtue of their overlapping sequence and then Gateway cloned as usual. We always included intron sequences in the clones because we found that a cDNA clone fused to its promoter failed to give stable transgene expression.
Microparticle bombardment was performed as previously described using a PDS-1000 ® , hepta adapter, rupture discs [1350 pounds per square inch (psi)], and 1 μM gold particles (all from Bio-Rad Laboratories, Hercules, CA, USA). We found that vortex mixing the 1-μM gold particles for a minimum of 1 h in 50% glycerol prior to the addition of the transgene increased the number of lines obtained. On average, 52 ± 11 (n = 8) complemented animals (rescued for unc-119) were recovered, following two bombardments with the hepta adapter. Of these, 26% ± 9 expressed the transgene and 4 ± 2 lines did not segregate Unc progeny, suggesting that the transgene was integrated and stable. Only stable lines were used for purification purposes.
We have successfully purified five different protein complexes and generated transgenic constructs for another four. Only one construct failed to generate lines that stably expressed the transgene. In this case, the gene (C36A4.8) was found to be part of an operon, and the transgenic construct did not contain the promoter sequences.
The weight of the worms required for purifying a given protein complex in sufficient amounts for protein identification by mass spectrometry is dependent on the level of expression from the genes' promoter. For housekeeping genes, it is anticipated that transgene expression from the genes' promoter would be high, and a smaller starting biomass would be required. In contrast, transgene for cell type-specific genes expressed at low levels would require much larger starting biomasses. The complexes we have studied thus far are believed to function in the DNA damage response and are expressed at low levels in all proliferating cells, but are undetectable in the somatic tissues. For all complexes (n = 5) studied, approximately 50 g of biomass were required to obtain sufficient protein for mass spectrometry. 
